Supplementary Figure 1

a Schematic of mMRNA and AAV vector constructs used for TCR locus targeting b T7 assay of editing-induced indels
at TCRa locus
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Supplementary Figure 2
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Supplementary Figure 3

a Stability of CD3 loss following editing with the indicated Cas9/E4orf6 + E1b55k protein combinations
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Supplementary Figure 4

a Mock Cas9 + AAV.sg Cas9 + AAV.sg b
E4orf6 + H373A
250K 250K 250K _8 3404 paaxyg,
200K 200K 200K &U CD3;;"' ", bu
150K 150K 150K é 3201 PHA .
4 T 1 \d
100K 0.41¢ 994 100k 100K L 300- stim z
= .
50K 50K > v
8 ok - 0 ey - % 2801 » purified CRISPRTCR/CD3-KO
5 0102 108 10*  10° d Fa
@ ’ © 260 . o KK oAt
avEEpnN® (8
HE N PH»I e
=< T T T T
184721 79€ 41431 791 0 100 200 300 400
i ol Time (s)
103 10°
<
Elf 102 10
9 ° 12.7 °
8 012 1@ 1t 108 012 18 10t 10° 012 18 10t 10°
10545.8€ 64.59 ,513.57 63.4
104 10t
1034 103
N~ 102 . 102
o 0 27§ . . 0
8 0102 108 10t 10° o 102
10646.41 66.8 105418
104 104 V
103 101
~ 102 1021
N ° 26.2 ° 297
O 012 10® 10t 10° 012 108  10* 108 0102 18 10t 10°

CD45-RO



Supplementary Figure 5

T cells that have undergone CRISPR multiplex knockout with E4orf6/E1b55k-H373A display a normal karyotype
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C Table 1. Summary data of karyotype results
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Supplementary Figure 6

Assessment of rate of stable integration of AAV-fluorophore lacking homology arms at CCR5 loci
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Supplementary Figure 7

Molecular confirmation of HDR products
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